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(54) Process for producing purine nucleotides 

(57) The present invention provides a process for 
producing a purine nucleotide which comprises: cultur- 
ing in a medium a microorganism having the ability to 
produce a precursor of the purine nucleotide and carry- 
ing an introduced DNA which can induce and express 
an enzyme capable of synthesizing the purine nucle- 
otide from said precursor; allowing said precursor of the 
purine nucleotide to accumulate in the culture; inducing 
and expressing the enzyme capable of synthesizing the 
purine nucleotide from said precursor; allowing the 
purine nucleotide formed from said precursor to accu- 
mulate in said culture; and then recovering said purine 
nucleotide therefrom. Microorganisms useful in said 
process are also provided. 
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Description 

Background QfthQ Invention 

5 [0001] The present invention relates to a process for producing purine nucleotides which are in great demand as 
seasoning agents, and to microorganisms useful in said process. 

[0002] 5'-Guanylic acid (hereinafter abbreviated as GMP) and 5-inosinic acid (hereinafter abbreviated as IMP) are 
purine nucleotides which exhibit a strong flavor-enhancing activity and are widely used as chemical seasoning compo- 
nents. 

10 [0003] Some processes are known for producing these flavor-enhancing nucleotides: for example, a process which 
comprises hydrolyzing RNA extracted from yeast cells with ribonuclease P1 and then isolating and purifying the desired 
5*-nucleotide [Food Technol., 18, 287 (1964)]; a process of directly producing IMP by fermentation using a microorgan- 
ism having the ability to produce IMP [Agricultural and Biological Chemistry, 46, 2257 (1982)]; a process which com- 
prises converting nucleosides such as inosine and guanosine into nucleotides by chemical phosphorylation [Bulletin of 

75 the Chemical Society of Japan, 42, 3505 (1969) ]; a process which comprises producing 5-amino-4-imidazolecart>oxa- 
mide riboside (hereinafter abbreviated as AICAR) by fermentation using a mutant of Bacillus megaterium. and then pro- 
ducing a nucleotide from AICAR by chemical synthesis [Biotechnol. Bioeng., & 329 (1967); J. Org. Chem., 32, 1825 
(1 967)]; and a process which comprises culturing a mutant of Corvnebacterium ammoniaaenes which produces 5*-xan- 
thylic acid (hereinafter abbreviated as XMP) in a medium to form and accumulate XMP, culturing Escherichia coH 

20 increased in the activity of XMP aminase (also known as GMP synthetase) obtained by self-cloning, and then producing 
GMP from XMP by enzyme reaction using the cultured E. £Q!i cells as an enzyme source [Biosti, Biotech. Biochem., 
£L 840 (1997); Japanese Published Unexamined Patent Application No. 233798/88]. 

[0004] To sum up, processes for producing flavor-enhancing nucleotides so far developed can be classified into the 
following three groups in principle [Shoichi Takao, et al. (ed.), Oyo Biseibutsugaku (Applied Microbiology), Buneido 
25 Shuppan(1996)]: 

(1) a method in which yeast RNA is degraded with a microorganism-derived enzyme or chemically (the RNA deg- 
radation method), 

(2) a method of directly producing a nucleotide by culturing a mutant of a microorganism in a medium containing 
30 sugars, a nitrogen source and a phosphoric acid source (the direct fermentation method), and 

(3) a method which comprises producing an intermediate for the nucleotide synthesis by fermentation, and convert- 
ing said intermediate into a nucleotide chemically or enzymatically (the method which is a combination of fermen- 
tation and chemical synthesis or enzymatic conversion). 

35 [0005] In the RNA degradation method (method (1 ) above), pyrimidine nucleotides are also produced in almost the 
same amounts as f lava-enhancing purine nucleotides, and so the purification step necessarily becomes complicated. 
In the direct fermentation method (method (2) above), it is not easy to breed a microorganism which can extracellutarly 
form and accumulate a considerable amount of nucleotides because of low membrane permeability of nucleotides, and 
thus it is difficult to obtain an economically satisfactory productivity of nucleotides. Specifically, there has not been 

40 known a process for direct production of GMP so far. However, it is known that XMP can be exceptionally formed and 
accumulated in considerable amounts [Shoichi Takao, et al. (ed.), Oyo Biseibutsugaku (Applied Microbiology), Buneido 
Shuppan (1996)]. At present, as an economically advantageous method for producing flavor-enhancing nucleotides, 
the combination method of fermentation and chemical synthesis or enzymatic conversion (method (3)) is widely 
employed for industrial production of the nucleotides. 

45 [0006] In this combination method, one of the points for the improvement of the entire productivity is to enhance the 
yield of an intermediate for the nucleotide synthesis in the fermentation step (the first stage of the process). To this end, 
a large number of microorganisms having high productivity of XMP, guanosine or inosine have been bred [Agricultural 
and Biological Chemistry, 42, 399 (1978); Agricultural and Biological Chemistry, 43, 1739 (1979); Agricultural and Bio- 
logical Chemistry, 4£ 2347 (1982)]. 

so [0007] There have also been developed various methods of chemical or enzymatic conversion of an intermediate 
into a nucleotide (the second stage of the process). As a chemical method, site-specific phosphorylation reaction 

(nucleoside -+5'-nucleotide) 

55 [Bulletin of the Chemical Society of Japan, 42, 3505 (1 969)] is industrially used. However, the chemical phosphorylation 
reaction requires the intermediate step to purify a nucleoside as a phosphate group acceptor to the necessary extent 
and also requires the use of a chemical reaction vessel in addition to a fermentor used for the fermentation step. There- 
fore, the enzymatic methods using aminase or phosphorylase attract attention and have been studied. As for the ami- 
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nation, a method using XMP aminase is known [Shoichi Takao, et al. (ed.), Oyo Biseibutsugaku (Applied Microbiology), 
Buneido Shuppan (1996)]. 

[0008] As for the phosphorylation, methods using phosphotransferase, kinase and phosphatase are known. In par- 
ticular, the reaction utilizing kinase or phosphatase has been studied as an efficient method. For example, there have 

5 been developed a process for producing a 5-nucleotide by the use of an Escherichia coli strain carrying a gene encod- 
ing inosine-guanosine kinase of Escherichia coli (WO91/08286), a process for producing a 5'-nucleotide by the use of 
a Corynebacterium ammoniaaenes strain carrying a gene encoding inosine-guanosine kinase of Exiauobacterium 
acetvlicum (WO96/30501), and a process for producing a S'-nucleotide by the use of an Escherichia coli strain carrying 
a gene prepared by imparting a random mutation to the phosphatase gene of Moraanella moraanii (Japanese Pub- 

w lished Unexamined Patent Application No. 37785/97, Japanese Published Unexamined Patent Application No. 
201481/98). 

[0009] As the phosphate group donor, various compounds have been studied. For example, methods using the fol- 
lowing substances are known: P-nitrophenyl phosphate (Japanese Published Examined Patent Application No. 
2985/64), inorganic phosphoric acid (Japanese Published Examined Patent Application No. 1186/67, Japanese Pub- 

15 lished Examined Patent Application No. 44350/74), polyphosphoric acid (Japanese Published Unexamined Patent 
Application No. 56390/78), acetyl phosphate (Japanese Published Unexamined Patent Application No. 82098/81), ATP 
(Japanese Published Unexamined Patent Application No. 230094/88), polyphosphoric acid, phenyl phosphate and car- 
bamyl phosphate (Japanese Published Unexamined Patent Application No. 37785/97), and pyrophosphoric acid (Jap- 
anese Published Unexamined Patent Application No. 37785/97, Japanese Published Unexamined Patent Application 

20 No. 201481/98). 

[001 0] However, these methods are not industrially advantageous for the reasons that the substrates to be used are 
expensive or unstable, the purification steps become complicated because of formation of reaction by-products, etc. As 
a practical method to meet the economical need, the nucleotide production system by the use of the ATP-regenerating 
system has been developed. In this system, a microorganism regenerates ATP from AMP or ADP using inorganic phos- 

25 phoric acid in the course of carbohydrate metabolism. For example, a method has been proposed in which the activity 
to biosynthesize ATP by metabolizing glucose possessed by an XMP-producing microorganism is used as the ATP- 
regenerating system. There are publications teaching a method for producing GMP using inexpensive glucose and inor- 
ganic phosphoric acid as ATP-regenerating substrates instead of ATP by coupling the above ATP-regenerating system 
with the XMP aminase activity of a microorganism having the ability to form GMP from XMP and ATP [Biosci. Biotech. 

30 Biochem., §1 840 (1997)], and a similar method using inosine kinase as an enzyme to produce IMP (Japanese Pub- 
lished Unexamined Patent Application No. 230094/88). 

[001 1 ] Two kinds of microorganisms are used in a process for producing GMP or IMP which comprises the fermen- 
tation step to produce XMP, guanosine or inosine by direct fermentation and the reaction step to enzymatically convert 
the fermentation product into GMP or IMP. 

35 [001 2] That is, in the fermentation step which is the first stage of the process, a mutant bred as an XMP-, guanos- 
ine- or inosine-producing microorganism (a producing microorganism) is used. In the reaction step of amination or 
phosphorylation which is the second stage of the process, a microorganism carrying a highly expressed gene encoding 
a protein having XMP aminase activity or inosine-guanosine kinase activity (a converting microorganism) is used. 
[001 3] ATP which is necessary in the reaction of the second stage is regenerated by the ATP-regenerating activity 

40 of not only the converting microorganism used in the second stage, but also the producing microorganism used in the 
first stage. 

[0014] Thus, the reaction step of the second stage is a system coupling the XMP aminase activity or the inosine- 
guanosine kinase activity and the ATP-regenerating activity of two microorganisms. 
[001 5] The outline of the whole process is described below. 

45 [001 6] First, a producing microorganism is cultured in a medium mainly comprising sugars and nitrogen sources in 
a large fermentor to form and accumulate XMP, guanosine or inosine. Separately, a converting microorganism is cul- 
tured in a small fermentor. When the fermentation of the first stage is completed, the separately cultured converting 
microorganism is added to the large fermentor to carry out phosphorylation reaction or amination reaction in the pres- 
ence of an inexpensive energy donor and a phosphate group donor. 

so [001 7] The above process utilizing the enzyme reaction is advantageous compared with the chemical phosphoryla- 
tion method as described above. However, it is still not entirely satisfactory in respect of efficiency because a small fer- 
mentor is necessary for culturing a converting microorganism, and the amount of the medium must be reduced at the 
fermentation step of the first stage in view of the addition of a converting microorganism, which lowers the amount of 
the desired nucleotide obtained per batch. 

55 [001 8] An object of the present invention is to develop a process for producing a purine nucleotide efficiently in one 
fermentor. 
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[001 9] The present inventors pursued the possibility of developing a more excellent process for producing a purine 
nucleotide in which fermentation to produce a precursor of the nucleotide and reaction to convert said precursor into 

5 the nucleotide can be carried out successively using only one microorganism in one fermentor, by introducing a gene 
of an enzyme capable of synthesizing the purine nucleotide from its precursor into a fermentation microorganism hav- 
ing the ability to produce the precursor of the purine nucleotide and by regulating the expression of the gene in both of 
the fermentation step and the reaction step. As a result of intensive studies in the pursuit of this possibility, the present 
invention has been completed. 

10 [0020] The present invention relates to the following (1)-(20) . 

(1) A process for producing a purine nucleotide which comprises: culturing in a medium a microorganism having 
the ability to produce a precursor of the purine nucleotide and carrying an introduced DNA which can express an 
enzyme capable of synthesizing the purine nucleotide from said precursor upon induction; allowing said precursor 

is of the purine nucleotide to accumulate in the culture; inducing the expression of the enzyme capable of synthesiz- 
ing the purine nucleotide from said precursor and expressing said enzyme; allowing the purine nucleotide formed 
from said precursor to accumulate in said culture; and then recovering said purine nucleotide therefrom. 

(2) The process according to the above (1), wherein the precursor of the purine nucleotide is 5'-xarrthylic acid, the 
enzyme capable of synthesizing the purine nucleotide from said precursor is 5-xanthylic acid aminase, and the 

20 purine nucleotide is S'-guanylic acid. 

(3) The process according to the above (1), wherein the precursor of the purine nucleotide is guanosine, the 
enzyme capable of synthesizing the purine nucleotide from said precursor is inosine-guanosine kinase or phos- 
phatase, and the purine nucleotide is S'-guanylic acid. 

(4) The process according to the above (1), wherein the precursor of the purine nucleotide is inosine, the enzyme 
25 capable of synthesizing the purine nucleotide from said precursor is inosine-guanosine kinase or phosphatase, and 

the purine nucleotide is S'-inosinic acid. 

(5) The process according to (1) to (4) above, wherein the microorganism belongs to the genus selected from the 
group consisting of Corynebacterium. Escherichia and Bacillus. 

(6) The process according to the above (5), wherein the microorganism is Corynebacterium ammoniaoenes . 

30 (7) The process according to the above (6), wherein the microorganism is Corynebacterium ammoniaaenes ATCC 
6872/pLAC857 (FERM BP-6639) or Corynebacterium ammoniaaenes ATCC 6872/j3lGK2 (FERM BP-6638). 

(8) The process according to (1) to (7), above which is characterized in that the expression of the enzyme capable 
of synthesizing the purine nucleotide is induced by the change of condition selected from the group consisting of 
rise in temperature, rise in pH and rise in osmotic pressure, or by the change of the carbon source from sugars to 

35 non-sugars. 

(9) The process according to the above (8), wherein the non-sugar carbon source is acetic acid or acetate. 

(10) A DNA which can express an enzyme capable of synthesizing a purine nucleotide from its Precursor upon 
induction. 

(11) The DNA according to the above (10), which can express the enzyme capable of synthesizing the purine 
40 nucleotide upon induction by the change of condition selected from the group consisting of rise in temperature, rise 

in pH and rise in osmotic pressure, or by the change of the carbon source from sugars to non-sugars. 

(12) The DNA according to the above (11), wherein the non-sugar carbon source is acetic acid or acetate. 

(13) The DNA according to (1 0) to (1 2) above, which is the plasmid DNA contained in the microorganism deposited 
under the deposit number FERM BP-6639 or FERM BP-6638. 

45 (14) A microorganism having the ability to produce a precursor of a purine nucleotide and carrying an introduced 
DNA which can express an enzyme capable of synthesizing the purine nucleotide from said precursor upon induc- 
tion. 

(15) The microorganism according to the above (14), wherein the precursor of the purine nucleotide is S'-xanthylic 
acid, the enzyme capable of synthesizing the purine nucleotide from said precursor is 5'-xanthylic acid aminase, 

so and the purine nucleotide is S'-guanylic acid. 

(16) The microorganism according to the above (14), wherein the precursor of the purine nucleotide is guanosine, 
the enzyme capable of synthesizing the purine nucleotide from said precursor is inosine-guanosine kinase orphos- 
phatase, and the purine nucleotide is S'-guanylic acid. 

(17) The microorganism according to the above (14), wherein the precursor of the purine nucleotide is inosine, the 
55 enzyme capable of synthesizing the purine nucleotide from said precursor is inosine-guanosine kinase 

o .phosphatase, and the purine nucleotide is S'-inosinic acid. 

(18) The microorganism according to the above (14), which belongs to the genus selected from the group consist- 
ing of Corynebacterium, Escherichia and Ba cill us . 
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(19) The microorganism according to the above (14), which is Corvnebacterium ammoniaaenes . 

(20) The microorganism according to the above (19), which is Corvnebacterium ammoniaaenes ATCC 
6872/pLAC857 (FERM BP-6639) or Corvnebacterium ammoniaaenes ATCC 6872/plGK2 (FERM BP-6638). 

s Brief Description of »q Drawings 

[0021] 

Fig. 1 is a drawing showing the structure of plasmid pl_AC857. 
w Fig. 2 is a drawing showing the structure of plasmid pGUA2. 
Fig. 3 is a drawing showing the structure of plasmid plGK2. 

[0022] The symbols used in the drawings represent the following. 
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P L promoter 




guaA: 


XMP aminase gene derived from Escherichia coli 




C.glt ORI: 


Reolication oriain of Corvnebacterium alutamicum 




Spc r : 


Spectinomycin resistance gene 




CI857: 


Temperature sensitive repressor gene 
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P ICL : 


Expression-reaulatina reaion of the isocitrate lyase aene derived from Corvnebacterium alutamicum 




T ICL : 

igk: 
Km r : 


Terminator of the isocitrate Ivase aene derived from Corvnebacterium alutamicum 
Inosine-auanosine kinase aene derived from Escherichia coli 
Kanamycin resistance gene 




Ap r : 


Ampicillin resistance gene 
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E.coliORI: 


Replication origin of Escherichia coli 



Detailed Description of the Invention 



[0023] The present invention provides a process wherein the fermentation step to produce a precursor of a purine 
30 nucleotide by direct fermentation and the reaction step to enzymatically convert the precursor produced in said fermen- 
tation step into the purine nucleotide are carried out successively using a single microorganism in one fermentor. 
[0024] The following three requirements have been found to be important for the establishment of said process. 
[0025] The first requirement is that in the fermentation step to produce the precursor of the purine nucleotide by 
direct fermentation, the expression of a gene encoding an enzyme capable of synthesizing the purine nucleotide from 
35 its precursor needs to be suppressed to such a level that the fermentation is not substantially disturbed. 

[0026] If the expression of said enzyme can not be suppressed, the purine nucleotide is formed and accumulated 
intracellular^ by the activity of said enzyme during the fermentation and the fermentation yield of the purine nucleotide 
falls for the following reasons. 

[0027] When GMP is accumulated as the purine nucleotide, the feedback inhibition of the key enzyme in the purine 
40 biosynthetic pathway is induced, whereby the production of XMP stops. When IMP is accumulated, a futile cycle is 
formed with inosine formation, causing waste of ATP. Thus, intracellular formation and accumulation of the purine nucle- 
otide lowers the fermentation yield, which leads to an economical disadvantage. 

[0028] The second requirement is that in the reaction step to synthesize the purine nucleotide from its precursor, it 
is needed to sufficiently induce the activity of the enzyme capable of synthesizing the purine nucleotide from its precur- 
45 sor. 

[0029] The third requirement is that a producing microorganism which has undergone the fermentation and the 
induction treatment needs to retain a sufficient ATP-regenerating activity and the phosphorylation or amination activity 
for the conversion reaction, and these activities need to fully function in the reaction step to synthesize the purine nucle- 
otide from its precursor. 

so [0030] The microorganism to be used in the present invention may be a wild strain, a mutant, a fused cell line, a 
transductant or a recombinant strain obtained by means of recombinant DNA techniques, so long as it has the ability to 
produce a precursor of a purine nucleotide and has the ATP-regenerating activity. Preferred microorganisms include 
those belonging to the genus Corvnebacterium. Escherichia or Bacillus, which are useful for nucleic acid fermentation 
and amino acid fermentation. Particularly preferred is Corvnebacterium ammoniaaenes which has a strong ATP-regen- 

55 erating activity. 

[0031] The precursors of purine nucleotides include XMP, guanosine, inosine, adenosine, etc. 

[0032] The ATP-regenerating activity refers to the activity to regenerate ATP from AMP or ADP using inorganic 

phosphoric acid in the process where a microorganism metabolizes sugars as energy donor substrates. This ATP- 
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regenerating system is a part of the carbohydrate metabolism system and the energy metabolism system such as the 
glycolytic pathway, the TCA cycle and the electron transport system, and almost all microorganisms have this activity. 
[0033] Specific examples of the microorganisms to be used in the present invention include the following strains 
and mutants derived therefrom. 

5 

Cqrynebgcterium ammoniaoenes ATCC 6872 

CQrynebarterium ammoniqqenes ATCC 21 295 

Corvnebacterium ammoniaoenes ATCC 21477 

Corvnebacterium glutamicum ATCC 1 3032 
io Corynebacterium glutamicum ATCC 1 4067 

Corynebacterium glutamicum ATCC 13869 

Escherichia coli ATCC 14948 

Escherichia goH ATCC 1 1303 

Escherichia coli ATCC 9637 
is Bacillus subtilis ATCC 14618 

[0034] As the enzyme capable of synthesizing a purine nucleotide from its precursor to be used in the present 
invention, any enzyme capable of synthesizing a purine nucleotide from its precursor can be used, and suitable exam* 
pies include XMP aminase, inosine-guanosine kinase, phosphatase and adenylate kinase. 
20 [0035] Examples of the DNAs encoding the above enzymes are given below. 

[0036] Genes encoding XMP aminase include those derived from Escherichia coli [Nucleic Acids Res., 1& 1303 
(1985)], Bacillus SUbtiliS [Nueleic Acids Res., 1& 6710 (1990)], Corvnebacterium ammoniagenes (Genbank accession 
no. g2765074), etc. 

[0037] Genes encoding inosine-guanosine kinase include those derived from Escherichia coli (WO91/08286), 
25 Exiauobacterium acetvlicum (WO96/30501), etc. 

[0038] Genes encoding phosphatase include those derived from Morganella morganii (Japanese Published Unex- 
amined Patent Application No. 37785/97, Japanese Published Unexamined Patent Application No. 201481/98), etc. 
[0039] Genes encoding adenylate kinase include that derived from Saccharomyces cerevisiae (J. Biol. Chem., 263. 
19468(1988)]. 

30 [0040] The genes encoding the enzymes capable of synthesizing a purine nucleotide from its precursor can be 
obtained by a known method. 

[0041] For example, in the case of the gene encoding XMP aminase, primers are synthesized based on the 
sequences at both ends of the sequence of an XMP aminase structural gene, and the XMP aminase structural gene 
can be obtained by the polymerase chain reaction method (PCR method) using the prepared primers and the 
35 Escherichia coli chromosomal DNA, the Bacillus subtilis chromosomal DNA or the Corynebacterium ammoniagenes 
chromosomal DNA. 

[0042] In the case of the gene encoding inosine-guanosine kinase, primers are synthesized based on the 
sequences at both ends of the sequence of an inosine-guanosine kinase structural gene, and the inosine-guanosine 
kinase structural gene can be obtained by the PCR method using the prepared primers and the Escherichia coli chro- 
40 mosomal DNA or the Exiguobacterium acetylicum chromosomal DNA. Similarly, by the use of the PCR method, a phos- 
phatase structural gene can be obtained from the Morganella moraanii chromosomal DNA and an adenylate kinase 
structural gene can be obtained from the Saccharomyces cerevisiae chromosomal DNA. 

[0043] The thus obtained gene encoding the enzyme capable of synthesizing a purine nucleotide from its precursor 
is inserted into an appropriate inducible-expression vector so that the gene is under the control of the transcription and 
45 translation signal capable of regulating its induction and expression, whereby a recombinant plasmid which can regu- 
late the expression of said gene can be obtained. 

[0044] There is no specific restriction as to the inducible-expression vector, so long as it is replicable in a microor- 
ganism to be used and fulfills the following three conditions. 

[0045] First, the expression of the gene encoding the enzyme capable of synthesizing a purine nucleotide from its 
so precursor can be repressed to a level where fermentation is not substantially disturbed in the fermentation step to pro- 
duce the precursor of the purine nucleotide by direct fermentation. 

[0046] Secondly, the activity of the enzyme capable of synthesizing the purine nucleotide from its precursor is suf- 
ficiently induced by the induction treatment to be carried out prior to the reaction step to synthesize the purine nucle- 
otide from its precursor. 

55 [0047] Thirdly, said induction method is a method which allows a producing microorganism to retain a sufficient 
ATP-regenerating activity and the converting activity after the induction treatment. 

[0048] Examples of the vectors which fulfill the above three conditions include pPAC31 which contains the P L pro- 
moter/c!857 repressor gene and is induced at a high temperature (W098/12343), pBB1 which contains the lac pro- 
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moter/laclts repressor gene and is induced at a high temperature (Gene, 70. 415 (1988)], pRK248clts which contains 
the P L promoter/cl857 repressor gene and is induced at a high pH (Gene, 2L 125 (1991)], pOSEX2 which contains the 
proU expression-regulating region and is induced under a high osmotic pressure (Gene, 151. 137 (1994)], pTrc99A 
which contains the trc promoter/lac^ repressor gene and is induced with isopropyl-p-D-thiogalactoside (IPTG) [Gene. 
5 §9, 301 (1988)]. pAL9181 which contains the araBAD promoter/araC repressor gene and is induced with L-arabinose 
[Appl. Microbiol. Biotechnot., 37. 205 (1992)] and vectors induced by changing the carbon source from sugars to non- 
sugars. These vectors are inducible-expression vectors constructed for Escherichia coli . 

[0049] Further, vectors obtained by modifying the transcription-translation signal region related to the regulation of 
the expression in the above inducible-expression vectors by mutation techniques or recombinant DNA techniques can 
w be used as well. 

[0050] When these known inducible-expression vectors or further improved vectors are used in host cells other 
than Escherichia coli. a replication origin which functions in the host is inserted therein. For example, when Corynebac- 
terium ammoniaaenes is employed as a host, a replication origin of a plasmid derived from Corynebacterium alutami- 
cum which functions in Corynebacterium ammoniaqenes or the like is inserted into said vector. 
is [0051] The plasmids derived from Corynebacterium olutamicum include pCG1 (Japanese Published Unexamined 
Patent Application No. 134500/82), pCG2 (Japanese Published Unexamined Patent Application No. 35197/83), pCG4 
(Japanese Published Unexamined Patent Application No. 183799/82), PAM330 (Japanese Published Unexamined Pat- 
ent Application No. 67699/83), and pAGl, pAG3, pAG14 and pAG50 (Japanese Published Unexamined Patent Appli- 
cation No. 166890/87). 

20 [0052] The preferred vectors functioning in Corynebacterium include a plasmid vector capable of being induced by 
raising the temperature which is prepared by ligating the P L promoter/cl857 gene carried by pPAC31 which is a vector 
induced at a high temperature in Escherichia coli with a vector autonomously replicable in Corynebacterium. vector 
pCEX2 capable of being induced with a non-sugar carbon source such as acetic acid (Japanese Published Unexam- 
ined Patent Application No. 224259/91), etc. 

25 [0053] On the other hand, when the transcription-translation signal related to the regulation of gene expression in 
the inducible-expression vectors does not function in a microorganism to be used, or when it functions but the above 
three requirements are not sufficiently fulfilled, it is necessary to improve said transcription-translation signal region by 
mutation techniques or recombinant DNA techniques so that the above three requirements can be fulfilled, or to 
develop a new system of induction and expression applicable to said microorganism. In the former case, the improve- 

30 merrt can be carried out, for example, by site-directed mutagenesis referring to a transcription-translation signal 
sequence known for the microorganism to be used. In the latter case, the new system can be developed and con- 
structed according to the method of developing the above general inducible-expression systems constructed for 
Escherichia coli. etc. 

[0054] Preferred examples of the microorganisms carrying the inducible-expression system include Corynebacte- 
35 rium ammoniaqenes strains, etc., which were respectively developed using, as the gene-inducing and expressing sys- 
tem, a temperature-inducible plasmid vector which is prepared by ligating the P L promoter/cl857 gene carried by 
pPAC31 which is a vector induced at a high temperature in Escherichia coli with a vector autonomously replicable in 
Corynebacterium. and pCEX2 capable of regulating the expression by addition of inexpensive acetic acid. 
[0055] In the present invention, the gene encoding the enzyme capable of synthesizing a purine nucleotide from its 
40 precursor may exist in a vector plasmid or may be integrated into the chromosome of a host microorganism, so long as 
the above three requirements are fulfilled. That is, either a strain carrying a plasmid containing the gene or a strain in 
which the gene has been integrated into the chromosome can be used, so long as the expression of said gene can be 
appropriately regulated. 

[0056] The inducible-expression plasmid containing the gene encoding the enzyme capable of synthesizing a 
45 purine nucleotide from its precursor can be introduced into a microorganism which produces the precursor of the purine 
nucleotide by using the protoplast method, the electric pulse method, the calcium chloride method, and conventional 
methods described in Molecular Cloning, A Laboratory Manual, Second Edition, Cold Spring Harbor Laboratory Press 
(1989) (hereinafter abbreviated as Molecular Cloning, Second Edition), etc. 

[0057] For example, when a bacterium belonging to the genus Corynebacterium is used as the host microorgan- 
50 ism, the protoplast method (Japanese Published Unexamined Patent Application No. 183799/82) and the electric pulse 
method (Japanese Published Unexamined Patent Application No. 207791/90) are particularly effective. When 
Escherichia coli is used as the host microorganism, the calcium chloride method [J. Mol. Biol., 52, 159 (1970)], etc. can 
also be employed. 

[0058] The enzyme capable of synthesizing a purine nucleotide from its precursor can be induced and expressed 
55 by culturing the thus obtained transformant of the present invention carrying the introduced gene encoding the enzyme 
capable of synthesizing the purine nucleotide from its precursor in an ordinary medium containing carbon sources, 
nitrogen sources and inorganic substances, and additionally, trace organic nutrients, as may be required, to form and 
accumulate the precursor of the purine nucleotide, and then subjecting the resulting culture to the induction treatment 
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such as heating or addition of acetic acid. 

[0059] As the carbon source in the medium to be used in the above fermentation step, any carbon source which 
can be assimilated by said microorganism can be used. Examples of suitable carbon sources are carbohydrates such 
as glucose, fructose, sucrose, molasses, blackstrap molasses and starch hydrolyzate, alcohols such as ethanol, glyc- 
5 erin and sorbitol, organic acids such as pyruvic acid and lactic acid, and amino acids such as glycine, alanine, glutamic 
acid and aspartic acid. The preferable concentration thereof is in the range of 5-30%. 

[0060] Examples of the nitrogen sources include ammonia, various inorganic and organic ammonium salts such as 
ammonium chloride, ammonium sulfate, ammonium nitrate, ammonium carbonate, ammonium acetate and ammonium 
phosphate, urea, various amino acids, peptone, NZ amine, meat extract, yeast extract, corn steep liquor, casein hydro- 
10 lyzate, fish meal and digested matters thereof. 

[0061] Examples of the inorganic substances include potassium dihydrogenphosphate, dipotassium hydrogen- 
phosphate, magnesium sulfate, magnesium phosphate, sodium chloride, ferrous sulfate, manganese sulfate, zinc sul- 
fate and calcium carbonate. 

[0062] When the microorganism employed requires particular nutrients such as amino acids, nucleic acids and vita- 
15 mins for the growth, these substances are added to the medium in appropriate amounts. 

[0063] Culturing is carried out under aerobic conditions, for example, by shaking culture or spinner culture under 
aeration. The optimum temperature is usually 26-37°C. The culturing period is usually 1-5 days. 
[0064] The induction treatment for the expression of the gene encoding the enzyme capable of synthesizing a 
purine nucleotide from its precursor is carried out under conditions appropriate for the vector used; for example, the vec- 
20 tors mentioned below are preferably treated under the following conditions. 

pPAC31 or pBB1 : spinner culture under aeration at 37-42°C for 1 -24 hours 

pRK248clts: for 1 -24 hours at pH 9 

pOSEX2: for 1 -24 hours in the presence of 50-300 mmol/l NaCI 

25 pTrc99A: for 1 -24 hours in the presence of 0. 1 -0.5 mmol/l IPTG 

pAL91 81 : for 1 -24 hours with addition of 0.2% L-arabinose 

pCEX2: for 1-24 hours with addition of 0.1-2% ammonium acetate or sodium acetate 

[0065] It is preferred to add a surfactant in the reaction step to synthesize a purine nucleotide from its precursor. 

30 [0066] As the surfactant, those which promote the permeation of a purine nucleotide through a cell membrane are 
preferred. Suitable examples are cationic surfactants such as polyoxyethylene stearylamine (e.g.. Nymeen S-215, NOF 
Corporation), cetyltrimethylammonium bromide, Cation FB and Cation F2-40E, anionic surfactants such as sodium 
oleylamide sulfate, Newrex TAB and Rapizole 80, and amphoteric surfactants such as polyoxyethylene sorbitan mono- 
stearate (e.g., Nonion ST221 ). The surfactant is usually used at a concentration of 0. 1 -50 mg/ml, preferably 1 -20 mg/ml. 

35 [0067] The reaction in the step to synthesize a purine nucleotide from its precursor is carried out at pH 6-8 at 20- 
40°C for 1-48 hours. 

[0068] After the reaction is completed, the purine nucleotide formed and accumulated in the reaction mixture can 
be recovered by known methods such as a method comprising removing microbial cells and crystallizing the nucleotide 
by concentration, the activated carbon treatment and the ion exchange resin method [Isao Endo, et al., Kagakukogakkai 
40 (The Society of Chemical Engineers, Japan) (ed.), Bioseparation Process Binran (Handbook of Bioseparation Proc- 
ess), Kyoritsu Shuppan (1996)]. 

[0069] Certain embodiments of the present invention are illustrated in the following examples, which are not 
intended to limit the scope of the present invention. The gene engineering procedures were carried out according to the 
methods described in Molecular Cloning, Second Edition, unless otherwise specified. 

45 

Example 1 Construction of an XMP-Producing Strain of Corynebacterium ammoniagenes Carrying the XMP Aminase 
Gene of Escherichia coli under the Control of P L Promoter and Production of GMP by the Strain 

(1) Construction of Inducible-Expression Plasmid pLAC857 Capable of Regulating the Expression of the XMP Aminase 
so Gene by the Shift in Temperature 

[0070] A thermal inducible-expression plasmid pLAC857 was constructed from a known plasmid pPLA66 through 
the following two steps. pPLA66 is a plasmid which expresses XMP aminase at a high level and which was constructed 
by ligating an XMP aminase gene at a position downstream of the P L promoter and the SD sequence of trpL [Biosci. 
55 Biotech. Biochem., 61 840 (1997)]. 

[0071 ] A temperature sensitive repressor gene c!857 was inserted into plasmid pPLA66 in the following manner. 
[0072] Plasmid pPLA66 (1 ng) was cleaved with EcoRI (5 units) and BgNI (5 units). The cleaved fragments were 
separated by agarose gel electrophoresis, and a DNA fragment containing the P L promoter and the region of the XMP 
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aminase gene (guaA gene) derived from Escherichia coli was recovered from the gel using QIAEXII (QIAGEN CO., 
LTD.). 

[0073] Plasmid pPAC31 carrying the cl857 gene (W098/1 2343) (1 *ig) was cleaved with EcoRI (5 units) and Bam HI 
(5 units). The cleaved fragments were separated by agarose gel electrophoresis, and a DNA fragment containing the 
CI857 gene, an ampiciltin resistance gene and the replication origin derived from Escherichia coli was recovered from 
the gel. 

[0074] The DNA fragment containing said gene and the previously prepared DNA fragment containing the guaA 
gene were ligated by the use of a ligation kit (Takara Shuzo Co., Ltd.). 

[0075] Escherichia coli JM109 (Takara Shuzo Co., Ltd.) was transformed using the ligation mixture and then spread 

on L agar medium containing 100 tig/ml ampicillin to obtain an ampicillin-resistant transformant. 

[0076] A plasmid DNA was extracted from the obtained transformant by the alkali bacteriolysis method. 

[0077] The plasmid was cleaved with various restriction enzymes and analyzed, whereby it was confirmed that 

plasmid pLA857 comprising the XMP aminase gene, the CI857 gene, the ampicillin resistance gene and the replication 

origin of the plasmid autonomously replicable in Escherichia coli in the region under the control of the P L promoter was 

obtained. 

[0078] The replication origin of the plasmid autonomously replicable in Corynebacterium was inserted into plasmid 
pLA857 in the following manner. 

[0079] Plasmid pLA857 (1 ^g) was cleaved with P§ll (5 units) at the only P§ll-c!eavage site existing thereon. The 
cleaved fragment was separated by agarose gel electrophoresis and recovered from the gel, whereby a Pstl-deaved 
fragment of pLA857 was obtained. 

[0080] Plasmid vector pCG1 16 replicable in Corynebacterium ammoniagenes (Japanese Published Unexamined 
Patent Application No. 265892/89) (1 *ig) was cleaved with Esll (5 units). After dephosphorylation of the DNA was 
effected by alkali phosphatase treatment to prevent rebinding, extraction with phenol and precipitation with ethanol 
were carried out, whereby a Pstl-cleaved fragment of pCGl 16 was obtained. 

[0081] The above-obtained P§ll-cleaved fragment of pLA857 and P§II-cleaved fragment of pCG1 16 were ligated 
using the above ligation kit. 

[0082] Corynebacterium ammoniagenes ATCC 6872 was transformed using 1 ng of the DNA obtained by the liga- 
tion treatment by means of the electric pulse method [Appl. Microbiol. Biotechnol., 20. 283 (1989)] and then spread on 
A agar medium [0.5% glucose, 1% peptone, 0.5% meat extract, 0.5% yeast extract, 0.25% sodium chloride, 1 .5% agar, 
10 mg/l adenine and 10 mg/l guanine (pH 7.2)] containing 100 ^g/ml spectinomycin. 

[0083] A plasmid DNA was extracted from the obtained spectinomycin-resistant transformant by the alkali bacteri- 
olysis method. 

[0084] The plasmid was cleaved with various restriction enzymes and analyzed, whereby it was confirmed that the 
obtained transformant carried plasmid pLAC857 having the desired structure shown in Fig. 1 . 
[0085] Corynebacterium ammoniagenes ATCC 6872/pLAC857 carrying pl_AC857 was deposited with the National 
Institute of Bioscience and Human-Technology, Agency of Industrial Science and Technology, 1-3, Higashi 1-chome, 
Tsukuba-shi, Ibaraki-ken, 305-0046 Japan, on February 5, 1999 with accession number FERM BP-6639 under the 
Budapest Treaty. 

(2) Measurement of the XMP Aminase Activity of a Strain Prepared by Introducing pLAC857 into FERM BP-1 261 Strain 

[0086] Plasmid pLAC857 was extracted from Corynebacterium ammoniagenes ATCC 6872/pLAC857 (FERM BP- 
6639) by the alkali bacteriolysis method. 

[0087] An XMP-producing strain of Corynebacterium ammoniagenes. FERM BP-1 261 (Japanese Patent No. 
2618383: adenine-leaky requiring and guanine-requiring), was transformed using said plasmid by the above electric 
pulse method. 

[0088] A plasmid DNA was extracted from the obtained spectinomycin-resistant transformant by the alkali bacteri- 
olysis method. 

[0089] The plasmid was cleaved with various restriction enzymes and analyzed, whereby it was confirmed that the 
obtained transformant carried pLAC857. 

[0090] The XMP-producing strain FERM BP-1261 carrying pLAC857 was cultured by shaking in A medium (a 
medium prepared by eliminating agar from A agar medium) containing 100 tig/ml spectinomycin at 30°C and 37°C, 
respectively for 24 hours. 

[0091 ] After the culturing was completed, cells were obtained from each culture by centrifugation. 

[0092] The obtained cells were washed twice with 100 mmol/l Tris-HCI (pH 7.0) and suspended in 10 ml of the 

same buffer. 

[0093] To the resulting suspension was added 1 0 g of glass beads (Shinmaru Enterprises Co. , Ltd. , 0. 1 -0.20), fol- 
lowed by disruption using a homogenizer (Nippon Seiki Co., Ltd.) under ice-cooling for 10 minutes. 
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[0094] The obtained suspension was centrrfuged (14000 x g) at 4°C for 10 minutes, and the supernatant was recov- 
ered as a cell extract. 

[0095] To 1.15 ml of a reaction mixture [160 mmol/l Tris-HCI (pH 8.6), 12 mmol/l ATP Na 2 *3H 2 0, 16 mmol/l 
MgS0 4 • 7H 2 0 and 40 mmol/l (NH 4 ) 2 S04] containing the cell extract previously heated to 42°C was added 0.1 ml of 0.3 
mol/l XMP to start reaction at 42°C. Fifteen minutes later, 3.9 ml of 3.5% perchloric acid was added to the reaction mix- 
ture to stop the reaction. 

[0096] The reaction mixture was centrrf uged at 3000 rpm for 1 0 minutes, and the absorbance of the supernatant at 
290 nm was measured. The specific activity per milligram of protein was calculated taking the activity to form 1 nmol of 
GMP in one minute as one unit (U). The amount of protein was determined using a protein assay kit (BioRad Labora- 
tories). 

[0097] The results are shown in Table 1 . No activity was detected in the cells cultured at 30°C, while the activity was 
detected in the cells cultured at 37°C. These results indicate that the expression of the XMP aminase gene is under the 
control of the P L promoter in FERM BP-1261 strain carrying pLAC857, and the activity of said enzyme can be regulated 
by shifting the temperature. 



Table 1 



Cufturing temperature 


Specific activity 
(^mol/min/mg protein) 


30°C 


Not detected 


37°C 


0.25 



(3) Production of GMP by the XMP-Producing Strain FERM BP-1261 Carrying pLAC857 

[0098] FERM BP-1261 strain carrying pLAC857 was cultured on A agar medium containing 20 ^g/ml streptomycin 
at 30°C for 2 days. The obtained cells were inoculated into a 250-ml Erlenmeyer flask containing 60 ml of C seed 
medium [5% glucose, 1% yeast extract, 1% peptone, 0.25% NaCI, 0.3% urea, 150 mg/l adenine and 150 mg/l guanine 
(pH 7.2)] containing 20 ng/ml streptomycin, followed by shaking culture at 30°C for 24 hours. 
[0099] The whole of the obtained culture was inoculated into a 2-I fermerrtor containing 0.94 1 of D seed medium 
[8.8% glucose, 1 .7% meat extract, 1 .7% peptone, 0. 167% KH 2 P0 4 , 0.167% K 2 HP0 4 , 0.167% MgS0 4 • 7H 2 0, 333 mg/l 
adenine, 350 mg/l guanine, 33 mg/l FeS0 4 • 7H 2 0, 1 7 mg/l ZnS0 4 • 7H 2 0, 6.7 mg/l MnS0 4 • 4-6H 2 0, 25 mg/l p-alanine, 
33 mg/l L-cysteine, 167 ^g/l biotin, 1.3 mg/l CuS0 4 *5H 2 0 and 8.3 mg/l thiamine (pH 7.2)], followed by culturing with 
stirring (600 rpm) and aeration (1 l/min) at 30°C for 24 hours, during which the pH was kept at 7.2 with 5.5 mol/l aqueous 
ammonia. 

[01 00] "Rie obtained culture (1 20 ml) was inoculated into a 2-I f ermentor containing 0.88 1 of F fermentation medium 
[8% glucose, 1.67% orthophosphoric acid, 1.29% KOH, 1.2% MgS0 4 *7H 2 0, 123mg/l CaCI 2 -2H 2 0, 24.6 mg/l 
FeS0 4 • 7H 2 0, 12.3 mg/l MnS0 4 • 4-6H 2 0, 12.3mg/l ZnS0 4 • 7H 2 0, 18.5mg/l p-alanine, 24.6 mg/l L-cysteine, 6.2 mg/l 
nicotinamide, 24.6 mg/l histidine, 185 \igl\ biotin, 2.5 mg/l CuS0 4 *5H 2 0, 203 mg/l adenine and 10mg/l guanine (pH 
7.2)], followed by culturing with stirring (600 rpm) and aeration (1 l/min) at 28°C for 44 hours, during which the pH was 
kept at 7.2 with 5.5 mol/l aqueous ammonia. 

[0101] After the culturing was completed, the amounts of XMP and GMP accumulated in the culture supernatant 
were determined by HPLC in the following manner. 

Conditions for HPLC analysis 

[0102] 

Column: Asahipak GS-320H (Asahi Chemical Industry Co., Ltd.) 
Eluent: 0.2 mol/l NaH 2 P0 4 (pH 3.0) 
Flow rate: 1 ml/min 
Detection: UV 254 nm 

[0103] The amounts of XMP and GMP accumulated were determined by measuring the absorbance at UV 254 nm 
and comparing the absorbance with the standard. 

[0104] As the result of HPLC analysis, it was found that XMP was formed and accumulated in an amount of 27.2 
g/l, but GMP was not detected. 
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[0105] To induce and express the XMP aminase gene, the culture broth was heated to 40°C, and kept at the same 
temperature with stirring (600 rpm) and aeration (1 l/min) for 6 hours, during which the pH was kept at 7.2 with 5.5 mol/l 
aqueous ammonia. 

[0106] To the XMP fermentation broth subjected to the above thermal induction treatment were added 2.5% glu- 
cose, 10 g/l phytic acid, 4.4 g/l MgS0 4 • 7H 2 0, 9.36 g/l Na 2 HP0 4 , 96.9 mg/l adenine and 10 g/l Nymeen S-215, and the 
resulting mixture was subjected to reaction with stirring (600 rpm) and aeration (1 l/min) at 40°C for 24 hours, during 
which the pH was kept at 7.4 with 5.5 mol/l aqueous ammonia. 

[0107] After the reaction was completed, the amount of GMP accumulated in the supernatant of the reaction mix- 
ture was determined under the above HPLC analysis conditions. As the result, it was found that GMP was formed and 
accumulated in an amount of 20.8 g/l. 

Example 2 Construction of an XMP-Producing Strain of Corvnebacterium ammoniaqenes Carrying the XMP Aminase 
Gene of Corvnebacterium ammoniaqenes under the Control of the Promoter of an Isocitrate Lyase Gene and Produc- 
tion of GMP by the Strain 

(1) Amplification and Cloning of the XMP Aminase Gene by PCR 

[01 08] Isolation of the XMP aminase gene of Corvnebacterium ammoniaqenes was carried out by PCR based on 
the nucleotide sequence in the following manner. 

[0109] First, the oligonucleotides shown in SEQ ID NOS: 1 and 2 which are located at both ends of the XMP ami- 
nase gene and which respectively have the cleavage sites for the restriction enzymes AUH and Bam HI were synthe- 
sized. The chromosomal DNA of Corynebacterium ammoniaqenes ATCC 6872 to be used as the template was 
prepared according to the method for preparing protoplasts by treating cells cultured in the presence of glycin with lys- 
ozyme and achromopeptidase (Japanese Published Unexamined Patent Application No. 225776/94). 
[01 1 0] The obtained chromosomal DNA (0.1 ^g), the above oligonucleotides (0.25 ^mol/l each) as the primers and 
Taq DNA polymerase (Takara Shuzo Co., Ltd., 2.5 units) were added to 0.1 ml of 10 mmol/l Tris-HCI buffer (pH 8.3) 
comprising 200 \imo\A each of dATP, dCTP, dGTP and dTTP, 50 mmol/l potassium chloride, 1.5 mmol/l magnesium 
chloride and 0.0001% gelatin, and the resulting mixture was subjected to PCR. 

[0111] PCR was carried out by repeating 10 times a reaction cycle in which reaction is conducted at 94°C for 90 
seconds, at 50°C for 120 seconds and at 72°C for 120 seconds; repeating 10 times a reaction cycle in which reaction 
is conducted at 94°C for 90 seconds, at 40°C for 120 seconds and at 72°C for 120 seconds; and further repeating 20 
times a reaction cycle in which reaction is conducted at 94°C for 90 seconds, at 40°C for 120 seconds and at 72°C for 
180 seconds; and then conducting reaction at 72°C for 360 seconds. 

[01 1 2] The obtained reaction mixture was subjected to agarose gel electrophoresis, whereby the desired DNA frag- 
ment of about 1 .6 kb was recovered. 

[0113] Said DNA fragment was cleaved with the restriction enzymes Atm (5 units) and Bam HI (5 units), and a 
cleaved fragment of about 1.6 kb whose ends were respectively treated with Aflll and Bam HI was isolated and recov- 
ered by agarose gel electrophoresis. 

(2) Construction of Inducible-Expression Plasmid pGUA2 Capable of Regulating the Expression of the XMP Aminase 
Gene with a Carbon Source 

[0114] A plasmid which can regulate the expression of the XMP aminase gene with a carbon source was con- 
structed in the following manner using inducible-expression vector pCEX2 (Japanese Published Unexamined Patent 
Application No. 224259/91). 

[0115] pCEX2 is a vector containing the expression-regulating region and the transcription termination signal 
sequence of the isocitrate lyase gene of Corynebacterium qlutamicum. and the expression of an exogenous gene 
inserted into the multicloning site thereon is suppressed in the presence of a sugar and is induced in the presence of a 
non-sugar such as acetic acid. 

[0116] pCEX2 vector DNA (1 \ig) was partially cleaved with Mill (0.5 unit) and then cleaved with Bam HI (5 units). 
Then, a DNA fragment of 7.6 kb containing the expression-regulating region and the transcription termination signal 
region of the isocitrate lyase gene, a spectinomycin resistance gene and the replication origin of the plasmid autono- 
mously replicable in Corvnebacterium olutamicum was isolated and recovered by agarose gel electrophoresis. 
[01 1 7] Said DNA fragment and the PC R-amplif ied fragment of the XMP aminase gene obtained in the above Exam- 
ple 2 (1) were ligated to obtain a ligated DNA. 

[0118] Corvnebacterium ammoniaqenes ATCC 6872 was transformed using said ligated DNA (1 ^g) by the electric 
pulse method, and then spread on A agar medium containing 100 jig/ml spectinomycin. 

[01 19] A plasmid DNA was extracted from the obtained spectinomycin-resistant transformant by the alkali bacteri- 
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olysis method. 

[0120] The plasmid DNA was cleaved with various restriction enzymes and analyzed, whereby it was confirmed 
that the obtained transformant carried plasmid pGUA2 having the desired structure shown in Fig. 2. 

(3) Measurement of the XMP Aminase Activity of a Strain Prepared by Introducing pGUA2 into FERM BP-1261 Strain 

[0121] Plasmid pGUA2 was extracted from Corynebacterium ammoniaaenes ATCC 6872 carrying pGUA2 by the 
alkali bacteriolysis method. 

[0122] An XMP-producing strain of Corynebacterium ammoniaaenes. FERM BP-1261 (adenine-leaky requiring 
and guanine-requiring), was transformed using said plasmid by the electric pulse method. 

[0123] A plasmid DNA was extracted from the obtained spectinomycin-resistant transformant by the alkali bacteri- 
olysis method. 

[01 24] The plasmid was cleaved with various restriction enzymes and analyzed, whereby it was confirmed that the 
transformant carried pGUA2. 

[0125] The XMP-producing strain FERM BP-1261 carrying pGUA2 was cultured by shaking in two kinds of media, 
i.e., A medium containing 100 jig/ml spectinomycin and a medium prepared by replacing glucose in said medium by 
ammonium acetate, separately, at 30°C for 24 hours. 

[0126] Cells were obtained from the resulting cultures to prepare cell extracts in the same manner as in Example 1 
(2). 

[0127] The XMP aminase activity in each of the extracts was measured according to the method described in 
Example 1 (2). 

[0128] The results are shown in Table 2. 

[0129] Only an extremely low level of activity was detected in the cells cultured using glucose as the carbon source, 
while a high level of activity was detected in the cells cultured using 2% ammonium acetate as the carbon source. 
[0130] These results indicate that the expression of the XMP aminase gene is under the control of the promoter of 
the isocitrate lyase gene in FERM BP-1261 carrying pGUA2, and the activity of said enzyme can be regulated by 
changing the carbon source. 



Table 2 



Carbon source 


Specific activity 
(jimol/min/mg protein) 


Glucose 


0.05 


Ammonium acetate 


0.38 



(4) Production of GMP by the Strain Prepared by Introducing pGUA2 to XMP-Producing Strain FERM BP-1261 

[0131] XMP fermentation was carried out using FERM BP-1261 strain carrying pGUA2 under the same culturing 
conditions as in Example 1 (3). After the culturing was completed, the amounts of XMP and GMP formed and accumu- 
lated in the culture supernatant were determined in the same manner as in Example 1 (3). 
[0132] As the result, the amount of XMP accumulated was found to be 18.4 g/l. GMP was not detected. 
[0133] After the fermentation was completed, in order to induce and express the XMP aminase gene, ammonium 
acetate was added to the fermentation broth to a final concentration of 2%, followed by culturing with stirring (600 rpm) 
and aeration (1 l/min) for 10 hours, during which the pH was kept at 7.2 with 5.5 mol/l aqueous ammonia. 
[0134] To the culture subjected to the above induction treatment with ammonium acetate were added 2.5% glu- 
cose, 10 g/l phytic acid, 4.4 g/l MgS0 4 • 7H 2 0, 9.36 g/l Na 2 HP0 4 , 96.9 mg/l adenine and 10 g/l Nymeen S-215, and the 
resulting mixture was subjected to reaction with stirring (600 rpm) and aeration (1 l/min) at 40°C for 24 hours, during 
which the pH was kept at 7.4 with 5.5 mol/l aqueous ammonia. 

[0135] After the reaction was completed, the amount of GMP accumulated in the supernatant of the reaction mix- 
ture was determined according to the method described in Example 1 (3). 

[0136] It was found that GMP was formed and accumulated in an amount of 1 4.4 g/l in the reaction mixture. 
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Example 3 Construction of an Inosine-Producing Strain of Corvnebacterium ammoniaaenes Carrying the Inosine-Gua- 
nosine Kinase Gene of Escherichia coli under the Control of the Promoter of an Isocitrate Lyase Gene and Production 
of IMP by the Strain 

5 (1) Amplification and Cloning of the Inosine-Guanosine Kinase Gene by PCR 

[0137] Isolation of the inosine-guanosine kinase gene of Escherichia coli was carried out by PCR based on the 
known nucleotide sequence (WO91/08286) in the following manner. 

[0138] The oligonucleotides shown in SEQ ID NOS: 3 and 4 which are located at both ends of the inosine-guano- 
sine kinase gene and which respectively have the cleavage sites for the restriction enzymes £P and Bam HI were syn- 
thesized. 

[0139] Plasmid pBM2 carried by Escherichia coli HM70/pBM2 (W091/D8286) was used as the template of the ino- 
sine-guanosine kinase gene. 

[0140] The above plasmid DNA (0.1 ^g), the above oligonucleotides (0.25 nmol/l each) as the primers and Taq 
DNA polymerase (Takara Shuzo Co., Ltd., 2.5 units) were added to 0.1 ml of 10 mmol/l Tris-HCI buffer (pH 8.3) com- 
prising 200 jimol/1 each of dATP, dCTP, dGTP and dTTP, 50 mmol/l potassium chloride, 1 .5 mmol/l magnesium chloride 
and 0.0001% gelatin, and the resulting mixture was subjected to PCR. 

[0141] PCR was carried out by repeating 10 times a reaction cycle in which reaction was conducted at 94°C for 90 
seconds, at 50°C for 120 seconds and at 72°C for 120 seconds; repeating 10 times a reaction cycle in which reaction 
was conducted at 94°C for 90 seconds, at 40°C for 120 seconds and at 72°C for 120 seconds; further repeating 20 
times a reaction cycle in which reaction was conducted at 94°C for 90 seconds, at 40°C for 120 seconds and at 72°C 
for 180 seconds; and then conducting reaction at 72°C for 360 seconds. 

[0142] The obtained PCR reaction product was ligated with vector pT-Adv which is a vector for the cloning of a PCR 
product (Clontech Co., Ltd.). 

[0143] Escherichia egH DH5a was transformed using 1 \iq of the DNA obtained by said ligation treatment, and then 
spread on L agar medium containing 100 ng/ml ampicillin. 

[0144] Plasmid pT-AI was extracted from the obtained ampicillin-resistant transformant by the alkali bacteriolysis 
method. 

[0145] The structure of the plasmid pT-AI was analyzed using various restriction enzymes, whereby it was con- 
firmed that this plasmid contained the inosine-guanosine kinase gene (1.3 kb), an ampicillin resistance gene, a kan- 
amycin resistance gene and the replication origin of the plasmid autonomously replicable in Escherichia coli . 

(2) Construction of Inducible-Expression Plasmid plGK2 Capable of Regulating the Expression of the Inosine-Guano- 
sine Kinase Gene with a Carbon Source 

35 

[0146] A plasmid which can regulate the expression of the inosine-guanosine kinase gene with a carbon source 
was constructed in the following manner using inducible-expression vector pCEX2 (Japanese Published Unexamined 
Patent Application No. 224259/91). 

[0147] pCEX2 vector DNA (1 jig) was cleaved with Kpnl (5 units) and a DNA fragment of 7.6 kb containing the 
40 expression-regulating region and the transcription termination signal region of the isocitrate lyase gene, a spectinomy- 
cin resistance gene and the replication origin of the plasmid autonomously replicable in Corvnebacterium alutamicum 
was isolated and recovered by agarose gel electrophoresis. 

[0148] The plasmid pT-AI containing the inosine-guanosine kinase gene obtained in Example 3 (1) (1 \ig) was 

cleaved with Kpn l (5 units), followed by dephosphorylation. 
45 [0149] This Kenl-cleaved DNA fragment and the above Kfinl-cleaved fragment of pCEX2 were ligated. 

[0150] Escherichia coli DH5a was transformed using the obtained ligation mixture, and then spread on L agar 

medium containing 100 pg/ml ampicillin to obtain an ampicillin-resistant transformant. 

[01 51 ] A plasmid was extracted from the obtained transformant by the alkali bacteriolysis method. 

[0152] The plasmid was cleaved with various restriction enzymes and analyzed, whereby it was confirmed that 
so plasmid plGK2 having the desired structure shown in Fig. 3 was obtained. 

[0153] Corynebacterium ammoniaaenes ATCC 6872 was transformed using this plasmid (1 \iq) by the electric 

pulse method and then spread on A agar medium containing 100 ng/ml spectinomycin. 

[0154] A plasmid DNA was extracted from the obtained spectinomycin-resistant transformant by the alkali bacteri- 
olysis method and it was confirmed that the transformant carried plGK2. 
55 [01 55] Corvnebacterium ammoniaqenes ATCC 6872/|dIGK2 carrying plGK2 was deposited with the National Insti- 
tute of Bioscience and Human-Technology, Agency of Industrial Science and Technology, 1-3, Higashi 1-chome, Tsu- 
kuba-shi, Ibaraki-ken, 305-0046 Japan, on February 5, 1999 with accession number FERM BP-6638 under the 
Budapest Treaty. 
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(3) Measurement of the Inosine-Guanosine Kinase Activity of a Strain Prepared by Introducing plGK2 into FERM BP- 
2217 Strain 

[0156] Plasmid plGK2 was extracted from Corynebacterium ammoniagenes ATCC 6872/plGK2 (FERM BP-6638) 
by the alkali bacteriolysis method. 

[0157] An inosine-producing strain of Corynebacterium ammoniaqenes. FERM BP-2217 (Japanese Patent No. 
2578496: adenine-leaky requiring and guanine-requiring), was transformed using said plasmid by the electric pulse 
method. 

[0158] A plasmid DNA was extracted from the obtained spectinomycin-resistant transformant by the alkali bacteri- 
olysis method. 

[0159] The plasmid was cleaved with various restriction enzymes and analyzed, whereby it was confirmed that the 
obtained transformant carried plGK2. 

[0160] The inosine-producing strain FERM BP-2217 carrying plGK2 was cultured in two kinds of media, i.e., A 
medium containing 100 ng/ml spectinomycin and a medium prepared by replacing glucose in said medium by ammo- 
nium acetate, separately, at 30°C for 24 hours. 

[01 61 ] Cells were obtained from the resulting cultures to prepare cell extracts according to the method described in 
Example 1 (2). 

[0162] The inosine-guanosine kinase activity in each of the extracts was measured in the following manner. 
[0163] To 0.1 ml of a reaction mixture [100 mmol/l HEPES buffer (pH 7.2), 10 mmol/l MgS0 4 , 50 mmol/l KCI, 1 
mmol/l ATP and 1 mmol/l inosine] previously heated to 30°C was added 0.01 ml of the cell extract, followed by reaction 
at 30°C for about 30 minutes. 

[0164] During the reaction, the reaction mixture was sampled at intervals and the samples taken were diluted 20- 
fold with 0.2 mol/l NaH 2 P0 4 (adjusted to pH 2.6 with H 3 P0 4 ) to stop the reaction. 
[0165] The amounts of inosine and IMP in the diluted samples were determined by HPLC analysis. 

Conditions for HPLC analysis 

[0166] 

Column: Asahipak GS-320H (Asahi Chemical Industry Co., Ltd.) 
Eluent: 0.2 mol/l NaH 2 P0 4 (pH 2.6) 
Flow rate: 1 mt/min 
Detection: UV254nm 

[0167] The amounts of inosine and IMP accumulated were determined by measuring the absorbance at UV 254 nm 
and comparing the absorbance with the standard. The specific activity per milligram of protein was calculated taking the 
activity to form 1 nmol of IMP in one minute as one unit (U). 

[0168] The amount of protein was determined using a protein assay kit (BioRad Laboratories). 
[0169] The results are shown in Table 3. Only an extremely low level of activity was detected in the cells cultured 
using glucose as the carbon source, while a high level of activity was detected in the cells cultured using 2% ammonium 
acetate as the carbon source. These results indicate that the expression of the inosine-guanosine kinase gene is under 
the control of the promoter of the isocitrate lyase gene in FERM BP-2217 carrying plGK2, and the activity of said 
enzyme can be regulated by changing the cartoon source. 



Table 3 



Carbon source 


Specific activity 
(nmol/min/mg protein) 


Glucose 


0.02 


Ammonium acetate 


0.34 



(4) Production of IMP by the Inosine-Producing Strain FERM BP-2217 Carrying plGK2 

[0170] FERM BP-2217 strain carrying plGK2 was cultured on A agar medium containing 20 ^ig/ml streptomycin at 
30°C for 2 days. 

[0171] After the culturing was completed, the obtained cells were inoculated into a 250-ml Erlenmeyer flask con- 
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taining 60 ml of CI seed medium [5% glucose, 1% yeast extract, 1% peptone, 0.25% NaCI, 0.25% urea, 300 mg/l ade- 
nine and 100 mg/l guanine (pH 7.2)] containing 20 ng/ml streptomycin, followed by shaking culture at 30°C for 24 hours. 
[0172] The whole of the obtained culture was inoculated into a 2-1 fermentor containing 0.94 1 of Dl seed medium 
[7% glucose, 1% meat extract, 1% peptone, 0.1% KH 2 P0 4 , 0.1% K 2 HP0 4 , 0.1% MgS0 4 • 7H 2 0, 300 mg/l adenine, 300 
mg/l guanine, 10 mg/l FeS0 4 *7H 2 0, 10 mg/l ZnS<V7H 2 0, 10 mg/l MnS0 4 • 4-6H 2 0, 16 mg/l p-alanine, 20 mg/l L- 
cysteine, 30 \ig/\ biotin, 2 mg/l CuS0 4 • 5H 2 0 and 6 mg/l thiamine (pH 7.2)], followed by culturing with stirring (600 rpm) 
and aeration (1 l/min) at 30°C for 24 hours, during which the pH was kept at 7.2 with 5.5 mol/l aqueous ammonia. 
[0173] The obtained culture (120 ml) was inoculated into a 2-I fermentor containing 0.88 I of Fl fermentation 
medium [8% glucose, 2.07% CSL, 0.21% KH 2 P0 4 , 0.21% K 2 HP0 4 , 0.43% MgS0 4 -7H 2 0, 105 mg/l CaCI 2 *2H 2 0, 
1 0.4 mg/l FeS0 4 • 71^0, 20.7 mg/l MnS0 4 • 4-6H 2 0, 5.2 mg/l ZnS0 4 • 7H 2 0, 1 0.4 mg/l calcium pantothenate, 20.7 mg/l 
L-cysteine, 5.2 mg/l nicotinic acid, 93.8 jig/l biotin, 0.51 mg/l CuS0 4 -5N 2 0 and 313 mg/l adenine (pH 7.2)], followed 
by culturing with stirring (600 rpm) and aeration (1 l/min) at 28°C for 44 hours, during which the pH was kept at 7.2 with 
5.5 mol/l aqueous ammonia. 

[0174] After the culturing was completed, the amounts of inosine and IMP formed and accumulated in the culture 
supernatant were determined according to the method described in Example 3 (3). 

[0175] The amount of inosine formed and accumulated in the culture supernatant was 23.1 g/l and IMP was not 
detected. 

[0176] After the culturing was completed, in order to induce and express the inosine-guanosine kinase gene, 
ammonium acetate was added to the obtained culture to a final concentration of 2%, followed by culturing with stirring 
(600 rpm) and aeration (1 l/min) for 10 hours, during which the pH was kept at 7.2 with 5.5 mol/l aqueous ammonia. 
[0177] To the obtained culture were added 2.5% glucose, 10 g/l phytic acid, 4.4 g/l MgS0 4 *7H 2 0, 9.36 g/l 
Na 2 HP0 4 , 96.9 mg/l adenine and 10 g/l Nymeen S-215, and the resulting mixture was subjected to reaction with stirring 
(600 rpm) and aeration (1 l/min) at 40°C for 24 hours, during which the pH was kept at 7.4 with 5.5 mol/l aqueous 
ammonia. 

[01 78] After the reaction was completed, the amount of IMP accumulated in the supernatant of the reaction mixture 
was determined according to the method described in Example 3 (3). 

[0179] It was found that IMP was formed and accumulated in an amount of 37.7 g/l in the reaction mixture. 
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<220> 
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<400> 2 
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<213> Artificial Sequence 
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<223> Description of Artificial Sequence: synthetic, no 
natural origin 

<400> 3 

ccgcggctta aggaagtgac tttgatgaaa tttcccggta aacgtaa 47 
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<211> 40 
<212> DNA 
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<220> 

<223> Description of Artificial Sequence: synthetic, no 
natural origin 

<400> 4 

aaaggatcca cgataactta acgatcccag taagactctt 40 



Claims 

1. A process for producing a purine nucleotide which comprises: cutturing in a medium a microorganism having the 
ability to produce a precursor of the purine nucleotide and carrying an introduced DNA which can express an 
enzyme capable of synthesizing the purine nucleotide from said precursor upon induction; allowing said precursor 
of the purine nucleotide to accumulate in the culture; inducing the expression of the enzyme capable of synthesiz- 
ing the purine nucleotide from said precursor and expressing said enzyme; allowing the purine nucleotide formed 
from said precursor to accumulate in said culture; and then recovering said purine nucleotide therefrom. 

2. The process according to claim 1 , wherein the precursor of the purine nucleotide is 5*-xanthylic acid, the enzyme 
capable of synthesizing the purine nucleotide from said precursor is S'-xanthylic acid aminase, and the purine 
nucleotide is 5'-guanylic acid. 

3. The process according to claim 1 , wherein the precursor of the purine nucleotide is guanosine, the enzyme capable 
of synthesizing the purine nucleotide from said precursor is inosine-guanosine kinase or phosphatase, and the 
purine nucleotide is S'-guanylic acid. 

4. The process according to claim 1 , wherein the precursor of the purine nucleotide is inosine, the enzyme capable of 
synthesizing the purine nucleotide from said precursor is inosine-guanosine kinase or phosphatase, and the purine 
nucleotide is 5'-inosinic acid. 

5. The process according to any one of claims 1 to 4, wherein the microorganism belongs to the genus selected from 
the group consisting of Corvnebacterium. Escherichia and Bacillus . 

6. The process according to claim 5, wherein the microorganism is Corvnebacterium ammoniaaenes . 

7. The process according to claim 6 wherein the microorganism is Corvnebacterium ammoniagenes ATCC 
6872/pLAC857 (FERM BP-6639) or Corvnebacterium ammoniaaenes ATCC 6872/plGK2 (FERM BP-6638). 

8. The process according to any one of claims 1 to 6, which is characterized in that the expression of the enzyme 
capable of synthesizing the purine nucleotide is induced by the change of condition selected from the group con- 
sisting of rise in temperature, rise in pH and rise in osmotic pressure, or by the change of the carbon source from 
sugars to non-sugars. 

9. The process according to claim 8, wherein the non-sugar carbon source is acetic acid or acetate. 

10. A DNA which can express an enzyme capable of synthesizing a purine nucleotide from its precursor upon induc- 
tion. 

1 1 . The DNA according to claim 1 0, which can express the enzyme capable of synthesizing the purine nucleotide upon 
induction by the change of condition selected from the group consisting of rise in temperature, rise in pH and rise 
in osmotic pressure, or by the change of the carbon source from sugars to non-sugars. 

12. The DNA according to claim 1 1 , wherein the non-sugar carbon source is acetic acid or acetate. 
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1 3. The DNA according to any one of claims 1 0 to 1 2, which is the ptasmid DNA contained in the microorganism depos- 
ited under the deposit numbers FERM BP-6639 or FERM BP-6638. 

14. A microorganism having the ability to produce a precursor of a purine nucleotide and carrying an introduced DNA 
which can express an enzyme capable of synthesizing the purine nucleotide from said precursor upon induction. 

15. The microorganism according to claim 14, wherein the precursor of the purine nucleotide is 5-xanthylic acid, the 
enzyme capable of synthesizing the purine nucleotide from said precursor is 5-xanthylic acid aminase, and the 
purine nucleotide is 5'-guanylic acid. 

1 6. The microorganism according to claim 1 4, wherein the precursor of the purine nucleotide is guanosine, the enzyme 
capable of synthesizing the purine nucleotide from said precursor is inosine-guanosine kinase or phosphatase, and 
the purine nucleotide is 5-guanyltc acid. 

17. The microorganism according to claim 14, wherein the precursor of the purine nucleotide is inosine, the enzyme 
capable of synthesizing the purine nucleotide from said precursor is inosine-guanosine kinase or phosphatase, and 
the purine nucleotide is 5'-inosinic acid. 

18. The microorganism according to claim 14, which belongs to the genus selected from the group consisting of 
CorynebacteriMm, Escherichia and Bacillus . 

19. The microorganism according to claim 18, which is CorYnebacterium ammoniagenes. 

20. The microorganism according to claim 19, which is Corvnebacterium ammoniagenes ATCC 6872/pLAC857 (FERM 
BP-6639) or Corvnebacterium ammoniagenes ATCC 6872/plGK2 (FERM BP-6638). 
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Fig. 1 
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Fig. 2 
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Fig. 3 




21 



EP 1 029 926 A1 



J 



European Patent 
Office 



EUROPEAN SEARCH REPORT 



Application Number 

EP 00 10 2645 



DOCUMENTS CONSIDERED TO BE RELEVANT 




category 


Citation of document with indication, where appropriate, 
of relevant passages 


Relevant 
to claim 


CLASSIFICATION OF THE 
APPLICATION (lnt.CI.7) 


X 
X 
X 


EP 0 236 716 A (ALLIED CORP) 
16 September 1987 (1987-09-16) 

* the whole document * 

EP 0 251 489 A (KYOWA HAKK0 K0GY0 KK) 
7 January 1988 (1988-01-07) 

* the whole document * 

EP 0 185 092 A (KYOWA HAKK0 K0GY0 KK) 
25 June 1986 (1986-06-25) 

* the whole document * 


10,11 
10,11 
10,11 


C12P 19/32 

C12N15/63 

C12N15/52 

C12N15/54 

C12N15/55 

C12N9/00 

C12N9/12 

C12N9/16 

I Icnl/ ci 

//(C12N1/21, 

r i od 1 . 1 c \ 
t 1ZK1 : lb; 


n v 


T CHIT ft CT Al "UinK IawaI AvnrArr^AM 

i. ruoxu ti al.: mgn level expression 

of XMP amlnase 1n Escherichia coll and Its 

application for the Industrial production 

of 5'-guanyl1c add" 

RTncncwrr DTftTrruwpii nrv rt/^pucmtctdv 

vol. 61, no. 5, May 1997 (1997-05), pages 
840-845, XP002 138862 
TOKYO JP 


i ft 11 






* the whole document * 




TECHNICAL FIELDS 
SEARCHED (lnt.Cl.7) 


X 


EP 0 458 971 A (KYOWA HAKK0 K0GY0 KK) 
4 December 1991 (1991-12-04) 
* the whole document * 


10 


C12P 
C12N 


X 


EP 0 816 491 A (AJIN0M0T0 KK) 
7 January 1998 (1998-01-07) 
* the whole document * 


10 




X 


H. MORI ET AL.: "A novel process of 
Inoslne 5' -monophosphate production using 
overexpressed guanos 1ne/lnos1ne kinase" 
APPLIED MICROBIOL. AND BI0TECHN0L. , 
vol. 48, no. 6, December 1997 (1997-12), 
pages 693-698, XP000907475 
SPRINGER INTERNATIONAL, NEW YORK, US 
* the whole document * 

-/-- 


10 




The present search report has been drawn up for all claims 







Place of search 



THE HAGUE 



Date of completion of the 

26 May 2000 



Examiner 

Hornig, H 



CATEGORY OF CITED DOCUMENTS 

X : particularly relevant if taken alone 

Y : particularly relevant tf combined with another 

document of the same category 
A : technological background 
O : non- written disclosure 
P : intermediate document 



T : theory or principle underlying the invention 
£ : earlier patent document, but published on, or 

after the filing date 
D : document cited in the application 
L : document cited for other reasons 

& : member of the same patent family, corresponding 
document 



22 



EP 1 029 926 A1 



European Patent 
Office 



EUROPEAN SEARCH REPORT 



Application Number 

EP 00 10 2645 



DOCUMENTS CONSIDERED TO BE RELEVANT 



Category 



Citation of document with indication, where appropriate, 
of relevant passages 



Relevant 
to claim 



CLASSIFICATION Of THE 
APPLICATION (lnt.CI.7) 



o.x 



H. MORI ET AL: "Cloning of a 
guanoslne-lnoslne kinase gene of 
Escherichia coll and characterization of 
the purified gene product" 
J. BACTERIOL. , 
vol . 177, no. 17, 

September 1995 (1995-09), pages 4921-4926, 
XP002138863 

AM. SOC. MICROBIOL. .BALTIMORE, US; 

* the whole document * 

EP 0 832 970 A (AJIN0MOTO KK) 
1 April 1998 (1998-04-01) 

* the whole document * 

EP 0 857 788 A (AJIN0M0T0 KK) 
12 August 1998 (1998-08-12) 

* the whole document * 



10 



10 



10 



TECHNICAL FIELDS 
SEARCHED (lnt.CI.7) 



The present search report has been drawn up for all claims 



Ptaco of March 

THE HAGUE 



Date of completion of the search 

26 May 2000 



Examiner 

Hornig, H 



CATEGORY OF CITED DOCUMENTS 

X : particularly relevant if taken alone 

Y : particularly relevant if combined with another 

document of the same category 
A : technological background 
O : non-written disclosure 
P : intermediate document 



T : theory or principle underlying the invention 
E : earlier patent document, but published on, or 

after the filing date 
D : document cited in the application 
L : document cited for other reasons 



& : member of the same patent family, corresponding 
document 



23 



EP 1 029 926 A1 



ANNEX TO THE EUROPEAN SEARCH REPORT 

ON EUROPEAN PATENT APPLICATION NO. EP 00 10 2645 



This annex lists the patent family membersrelating to the patent documents cited in the above-mentioned European search report 
The members are as contained in the European Patent Office EDP ffle on 

The European Patent Office is in no way liable for these particulars which are merely given for the purpose of information. 

26-05-2000 



Patent document 




Publication 




Patent family 


Publication 


cited in search report 




date 




member(s) 


date 


EP 0236716 


A 


16-09-1987 


US 


4655532 A 


07-04-1987 








JP 


62217582 A 


25-09-1987 


EP 0251489 


A 


07-01-1988 


- 

JP 


1984640 C 


25-10-1995 








JP 


7016431 B 


01-03-1995 








JP 


62285797 A 


11-12-1987 








DE 


3780527 A 


27-08-1992 








DE 


3780527 T 


04-03-1993 


EP 0185092 


A 


25-06-1986 


JP 


60192597 A 


01-10-1985 








JP 


60224498 A 


08-11-1985 








DE 


3586741 A 


12-11-1992 








DE 


3586741 T 


06-05-1993 








WO 


8504187 A 


26-09-1985 


EP 0458971 

kl UT JU J / X 


A 


04-19-1 qqi 


nr 

L/C 












DE 


69024639 T 


05-06-1996 








JP 


2999256 B 


17-01-2000 








AT 


132528 T 


15-01-1996 








CA 


2046865 A 


06-06-1991 








ES 


2084046 T 


01-05-1996 








WO 


9108286 A 


13-06-1991 








KR 


145418 B 


15-07-1998 








IK 




AC 1 nao 


EP 0816491 


A 


07-01-1998 


BR 


9607745 A 


23-06-1998 








CA 


2216172 A 


03-10-1996 








CN 


1185174 A 


17-06-1998 








Mil 

nU 


70U10O/ f\ 


9Q.1A-1 OAO 








WO 


9630501 A 


03-10-1996 








PL 


322580 A 


02-02-1998 


EP 0832970 


A 


01-04-1998 


JP 


9037785 A 


10-02-1997 








PL 


323493 A 


30-03-1998 








US 


6010851 A 


04-01-2000 








CA 


2221774 A 


28-11-1996 








CN 


1191566 A 


26-08-1998 








HU 


9900808 A 


28-07-1999 








W0 


9637603 A 


28-11-1996 


EP 0857788 


A 


12-08-1998 


JP 


10201481 A 


04-08-1998 








BR 


9705813 A 


27-04-1999 








CN 


1184157 A 


10-06-1998 








US 


6015697 A 


18-01-2000 





For more details about this annex : see Official Journal of the European Patent Office. No. 12/82 



24 



